Primers for qRT-PCR and RT-PCR
Primers used for PCR experiments were as follows:
for qRT-PCR; 
HITS-CLIP
Brains were dissected from wild-type embryonic day 14.5 mice. Tissue were triturated by pipetting three times on ice, and crosslinked with 254 nm UV-crosslinking at 400 mJ/cm 2 3 times on ice in a Stratalinker 1800 (Stratagene). HITS-CLIP library generation was performed as previously described (Licatalosi et al., 2008) , with several modifications. Three biological replicates consisting of one embryonic brain each were prepared for data processing, one non-crosslinked brain was used as a negative control.
For immunoprecipitation, we used rabbit anti-Qki5 (Bethyl Cat# A300-183A) and normal rabbit antibody as an additional negative control to tissue extracts exposed to RNase A (high and low RNase). Purified Qki5-bound RNA fragments were ligated with 3′ linker RNA, followed by the reverse-transcriptase reaction using RT primers, 
Bioinfomatics

HITS-CLIP
Raw reads (fastq file) obtained from the Illumina pipeline include a 5 nt barcode (C at the 5th position) and 9 nt degenerative sequences (C at the 14 th position) at the 5′ end, followed by the actual CLIPed sequences of different sizes. These were filtered to remove low-quality reads by requiring a minimum score of 20 in barcode positions and an average score of 20 in the following 25 nucleotides to have fasta file. The filtered reads were collapsed to remove the exact same sequence, and stripped to 5′ degenerate linker and barcodes, then aligned to the mouse reference genome (mm9) using Bowtie. To identify unique tags, which are derived from single protein-RNA interaction, we removed CLIP tags mapping to the same genomic regions into a single read with same barcode and degenerative sequences. For additional analysis, we obtained CLIP clusters by grouping overlapping unique tags, peak heights, and annotated interval regions to mouse genome. All data analysis was done using a combination of custom and publicly available tools including resources available from the UCSC Genome Browser and Galaxy Bioinformatics (http://main.g2.bx.psu.edu/) as previously described (Licatalosi et al., 2012 )
CITS analysis and Motif analysis
Crosslinking-induced truncation site (CITS) analysis was performed as a previously were obtained Galaxy Bioinformatics (http://main.g2.bx.psu.edu/)). Over-represented words were ranked based on differences in the observed to expected ratio for each motif in cluster sequences compared to shuffled controls (Licatalosi et al., 2012) .
Normalized enrichment sites of appearance frequency (ACUAAH:Qki5 binding site or YCAY:Nova binding site as a negative control) were determined by comparison between observed and shuffled. Enrichment of Qki5 binding sequence score was obtained using the MEME tool (http://meme.ebi.edu.au), and base count was visualized by WebLogo (http://weblogo.berkeley.edu).
RNA mapping (Normalized Complexity map)
The normalized complexity map of Qki5 CLIP tags on alternative splicing changes was generated as described previously (Licatalosi et al., 2008; Charizanis et al., 2012) .
Genomic regions of Splicing data were collected from mRNAseq analysis (l ∆I l>0.1 and cassette type exons).
mRNAseq analysis
Sequence reads from HiSeq2500 were aligned to the mouse genome (mm9) using Tophat2, a tool for identification of splice junctions between exons (Kim et al., 2013) .
the number of reads for each isoform of AS events and each gene were counted by Qunatas tool (Wu et al., 2013) . These data analyses were done using a combination of custom and publicly available tools including resources available from the UCSC Genome Browser, Galaxy Bioinformatics. Integrative Genomics Viewer (IGV) was used as visualization of alignments in mouse genomic regions. Statics of differential expression and splicing events was determined by empirical Bayesian statistics using the R software tools.
Gene Ontology
Gene Ontology analysis was performed using DAVID Bioinformatics Resources (http://david.niaid.nih.gov). For background genes, we used the top half of the genes according to expression values estimated from RNA-seq data.
Accession numbers
RNA-seq and HITS-CLIP data have been deposited in GEO under accession number GSE103246 and GSE103247.
